1. Introduction {#sec1-viruses-10-00379}
===============

The Zika virus (ZIKV) is a mosquito-transmitted virus belonging to the flavivirus genus. This genus includes other human pathogens, such as the dengue virus (DENV), the West Nile virus, and the yellow fever virus. ZIKV shares some clinical and microbiological characteristics with DENV, making its diagnosis difficult.

Firstly, both viruses cause an exanthematic febrile disease, characterized by the presence of arthralgia and retroocular pain, although there are differential signs or symptoms, such as rash with pruritus, conjunctivitis, and limb edema (characteristic of ZIKV disease), or leucopenia/thrombocytopenia (characteristic of dengue) \[[@B1-viruses-10-00379],[@B2-viruses-10-00379]\]. Secondly, they share a vector (mosquitoes of the genus, *Aedes*) and, consequently, a distribution area \[[@B3-viruses-10-00379]\]. Thirdly, both viruses, as well as other flaviviruses, share antigenic reactivity, resolved in serological cross-reactivity when measuring specific antibodies \[[@B4-viruses-10-00379]\]. For these reasons, it is important to have specific serological assays that can facilitate an adequate differential diagnosis.

Indirect immunofluorescence (IIF) is widely used to detect ZIKV antibodies, using ZIKV-infected cells to identify class-specific antibodies. However, using this approach, the high degree of cross-reactivity between ZIKV and other flaviviruses makes correct serological diagnosis difficult. The ZIKV non-structural (NS) 1 protein was identified as being largely specific to the virus \[[@B5-viruses-10-00379]\], and, as a consequence, new ELISA assays were developed. Although some studies evaluated the use of ELISA reagents for determining immunoglobulin M (IgM) against ZIKV \[[@B6-viruses-10-00379],[@B7-viruses-10-00379],[@B8-viruses-10-00379],[@B9-viruses-10-00379],[@B10-viruses-10-00379],[@B11-viruses-10-00379],[@B12-viruses-10-00379]\], no comparisons with IIF are available.

The aim of this study was to evaluate the comparative performance characteristics of an NS1 antigen-based ELISA and an IIF assay for identifying ZIKV-specific IgM. For this purpose we used a large panel of samples that were well characterized by molecular and serological approaches, including a real-time molecular assay, IgM and IgG ELISA, and the plaque reduction neutralization test (PRNT).

2. Materials and Methods {#sec2-viruses-10-00379}
========================

2.1. Samples {#sec2dot1-viruses-10-00379}
------------

A total of 255 serum samples received in our laboratory were included in the study. Of these, 239 samples showed markers of ZIKV infection, including 203 cases from 201 adults (66 men, 135 women (30 pregnant)) and two newborns. The samples were received over a period of 18 months (1 January 2016--31 July 2017). The study was approved by the Ethical Committee of the Institute of Health Carlos III (code: CEI PI 64_2018). All patients had recently traveled to one or more Latin American countries. The samples were grouped as described below. Seventy-one paired samples from 35 cases (three samples were available from one case): (a)Four cases (eight samples) were PCR-positive (using real-time PCR) in serum and urine, and ZIKV IgM-positive using IIF (five samples).(b)Five cases (10 samples) had a positive result with PCR in serum (one of them was negative in urine), and two samples from two cases were ZIKV IgM-positive using IIF.(c)Nine cases (19 samples) were PCR-positive only in urine (six were negative in serum), and ZIKV IgM-positive in eight (eight positive and four indeterminate samples).(d)The remaining 17 cases (34 samples; three with a PCR-negative result in serum and one in urine) were IgM-positive or indeterminate in at least one sample. Seven of them were ZIKV IgM-positive in acute and convalescent samples. Three cases showed seroconversion of ZIKV IgM. Of these, both samples of one case were indeterminate, and in the other case, the acute sample was indeterminate and the convalescent sample was positive. Finally, five cases (indeterminate to positive (two cases), positive to indeterminate (one case), positive to negative (one case), and indeterminate to negative (one case)), showed the presence of DENV IgM (four cases) or DENV IgG seroconversion (one case).One hundred and sixty-eight samples: (a)Twenty-three samples were ZIKV IgM-positive, of which PCR was positive in serum and urine (one case), in serum only (eight cases), or in urine only (14 cases).(b)One hundred and one samples gave a positive result for ZIKV IgM; PCR was carried out in serum and urine in 28 of them, all of which gave a negative result.(c)Forty-four samples were negative for ZIKV IgM using IIF, with a positive PCR result in serum and urine (six cases), in serum only (15 cases), or in urine only (23 cases).

The remaining 16 samples came from recent dengue infections (nine samples from eight patients), as diagnosed by IgM detection, or past dengue infections (seven samples), as confirmed by IgG detection in the absence of IgM. These samples were taken during 2012, before the ZIKV epidemic in the Americas. The patients reported recent travel to Latin American countries. When tested for ZIKV IgM using IIF, two samples were positive, another two were indeterminate, and one other gave an uninterpretable result, with a strong background and no specific fluorescence.

2.2. Methods {#sec2dot2-viruses-10-00379}
------------

ZIKV-specific IgM and IgG were tested using IIF with commercial reagents (Arbovirus Fever Mosaic 2, catalog \#FR2668-1010-1G and \#FR2668-1010-1M for IgG and IgM, respectively, obtained from EuroImmun, Lübeck, Germany). For testing IgM, samples were pretreated with an anti-human IgG (RF Absorbent, reference OUCG, Siemens, Marburg, Germany), to remove the interference due to the presence of rheumatoid factor and specific IgG to avoid false-positive results. Briefly, samples pretreated with a ten-fold dilution were incubated for 30 min at 37 °C in wells of slides containing ZIKV-infected cells. After washing with phosphate-buffered saline (PBS), pH 7.2, supplemented with Tween 20 (PBS-Tween), an anti-human IgM (goat)-fluorescein isothiocyanate conjugate was added to the wells and incubated as before. After the final washing, the slides were mounted in glycerol buffered with PBS, pH 8.4, and read in an inverted fluorescence microscope (Zeiss Axiovert 25, Jena, Germany) equipped with a mercury vapor lamp HBO50 (Osram, Munich, Germany), at a magnification of 200×. Samples showing fine-to-coarse granular cytoplasmic structures and/or net-like fluorescence with a dense perinuclear reactivity were considered to be positive. The kit included positive and negative controls. The results obtained using IIF were read by two different people. Samples where interpretations differed between the two assessors were considered to be indeterminate.

Dengue virus serology was done using commercial ELISA tests. Immunoglobulin M was determined with the Panbio Dengue IgM Capture ELISA, catalog \#01PE20, while DENV IgG was determined with the Panbio Dengue IgG Indirect ELISA, catalog \#01PE30, both obtained from Standard Diagnostics Inc., Geonggi-do, South Korea. Dengue virus assays use DENV 1--4 antigens, recombinant in the case of the IgM assay. Dengue virus IgM was confirmed using a background assay, as described elsewhere \[[@B13-viruses-10-00379]\]. The ZIKV PRNT was assessed with an in-house test using Vero E6 cells and 100 tissue infective infectious dose 50% of ZIKV (African strain MR-766, isolated from a rhesus monkey in the Zika Forest, Uganda, in 1947, and maintained in our laboratory in Vero E6 cells). For neutralizing antibodies, samples were tested following titration in two-fold dilutions from 1/8. Samples were considered positive if neutralization of viral growth at a dilution greater than 128-fold was observed; samples with titers between eight-fold and 128-fold were considered indeterminate, while samples with a titer less than eight-fold were considered negative. Zika virus RNA was determined using a commercial assay of real-time PCR (RealStar^®^Zika Virus, altona Diagnostics, Hamburg, Germany, catalog number: 774AD-591013) \[[@B14-viruses-10-00379]\].

The assay under evaluation was an ELISA using the NS1 protein (recombinant) from the virus (ELISA Zika virus IgM, catalog number EI 2668-9601 M, EuroImmun) as the antigen. Briefly, samples diluted 100-fold in a buffer containing anti-human IgG (goat) were incubated with the immobilized antigen NS1 for 1 h at 37 °C. The plate was washed three times, and an anti-human IgM (goat) peroxidase conjugate was added. After incubating for 30 min at room temperature and washing as before, a solution of 3, 3', 5, 5' tetramethylbenzidine/H~2~O~2~ was added as the enzyme substrate. The reaction was stopped with 0.5 M H~2~SO~4~, and the plate was read at 450 nm. A calibrator containing ZIKV-specific IgM included in the kit was tested in each run to define the cut-off of the test. Samples with absorbance/cut-off values greater than 1.1 were considered positive, and values less than 0.8 were considered negative. All other values were regarded as indeterminate.

All tests using commercial reagents were done strictly following the manufacturer's instructions.

To establish the comparison, all indeterminate results using either IIF or ELISA were considered as positive.

3. Results {#sec3-viruses-10-00379}
==========

Overall, in the IIF assay, 163 samples were ZIKV IgM-positive, 13 were indeterminate, and 78 were negative. The result from the remaining sample could not be interpreted, and was excluded from the analysis.

The general comparison between IIF and ELISA for detecting ZIKV-specific IgM is illustrated in [Table 1](#viruses-10-00379-t001){ref-type="table"}. Excluding the sample with an uninterpretable result, the ELISA test showed 67 samples to be positive, 16 to be indeterminate, and 171 to be negative.

Out of 163 positive IIF samples, 61 were positive, 14 were indeterminate, and 88 were negative with ELISA. Of the 13 indeterminate IIF samples, two were positive, two were indeterminate, and nine were negative with ELISA. Finally, 74 of the 78 IIF-negative samples were also negative with ELISA, while four were positive ([Table 1](#viruses-10-00379-t001){ref-type="table"}).

Considering all indeterminate results to be positive, the comparison of ELISA and IIF provided values of agreement of 60.2% (95% confidence intervals (CIs): 53.9--66.2%; 153/254), a sensitivity of 44.9% (95% CIs: 37.5--52.5%; 79/176), and a specificity of 94.9% (95% CIs: 86.7--98.3%; 74/78).

All positive and indeterminate results with both IIF and ELISA were considered as true positives, and the samples showing a negative result with both assays were considered as negative. One hundred and one samples showed discrepant results with the two assays (listed in [Table 2](#viruses-10-00379-t002){ref-type="table"}, [Table 3](#viruses-10-00379-t003){ref-type="table"} and [Table 4](#viruses-10-00379-t004){ref-type="table"}). The samples were finally classified considering other specific ZIKV diagnostic approaches (PCR-positive in serum and/or in urine, IgG determinations using IIF or ELISA, and ZIKV PRNT-positive), when available.

Firstly, 28 discrepant samples, all with a positive (25 samples) or indeterminate (3 samples) result using IIF were finally classified as negative ([Table 2](#viruses-10-00379-t002){ref-type="table"}). Ten of them (\#1 to \#10, [Table 2](#viruses-10-00379-t002){ref-type="table"}) came from dengue cases, since they showed either DENV IgM and NS1 antigens (samples \#1, \#2, and \#4), or DENV IgM in a follow-up sample (\#3), or DENV IgM with ZIKV PRNT-negative and ZIKV PCR-negative in serum and urine (\#5) or in serum only (\#6), or DENV IgM in samples taken in 2012, before the outbreak of ZIKV in the Americas in 2015 (four samples, \#7 to \#10). Two additional cases tested negative for ZIKV PCR in urine and serum, and for ZIKV PRNT (\#11, \#12), while three more were negative for ZIKV PCR in serum (\#13 and \#14) or in urine (\#15), and the remaining 13 samples (\#16 to \#28) were negative for PRNT.

Secondly, 47 samples with discrepant results were finally classified as positive ([Table 3](#viruses-10-00379-t003){ref-type="table"}). Of these, 43 were positive (37 samples) or indeterminate (6 samples) using IIF and negative using ELISA, and four were positive using ELISA and negative using IIF. Of the samples giving a positive or indeterminate result using IIF, 12 were paired samples (\#29 to \#40, [Table 3](#viruses-10-00379-t003){ref-type="table"}) from six cases that were positive (eight samples, \#29, \#30, \#32, \#33, \#36, \#37, \#38, and \#39) or indeterminate (four samples, \#31, \#34, \#35, and \#40) using IIF. Of these, four cases gave a positive result for ZIKV PCR three cases in urine (with a positive PRNT assay result in two of them) and one in serum. Two other paired samples were ZIKV PRNT-positive in acute and convalescent samples. Sample \#41 was an acute sample whose corresponding convalescent sample showed IgG seroconversion with both ELISA and IIF. Samples \#42 to \#48 were convalescent ones, showing either a ZIKV PCR-positive result in urine and an PRNT-positive result (\#42), or a positive or indeterminate result using IIF and/or ELISA in the corresponding acute samples (\#43, \#44, and \#45), or seroconversion of IgM (\#46) or IgG (\#47 and \#48). Sample \#49 was an acute sample with a ZIKV PCR-positive result in urine. Samples \#50 to \#71 were single samples that were ZIKV PCR-positive in urine and serum (\#50), ZIKV PCR-positive in serum and ZIKV PRNT-positive (\#51), ZIKV PCR-positive in serum (\#52, \#53, and \#54), ZIKV PCR-positive in urine and PRNT-positive (\#55), and ZIKV PCR-positive in urine (\#56, \#57, \#58, and \#59). Samples \#60 to \#71 were single samples for which a single positive result in the ZIKV PRNT assay was demonstrated.

Of the four samples showing a positive result using ELISA but a negative one using IIF, two were convalescent samples showing a ZIKV PCR-positive result in urine and IgG seroconversion (\#72), or an IgM-positive result using ELISA and an indeterminate result using IIF in the acute sample (\#73). The latter samples were two single samples from cases that were ZIKV PCR-positive in urine (\#74 and \#75).

Finally, the other 26 samples showing discrepant results were considered unclassifiable, because not enough results were available ([Table 4](#viruses-10-00379-t004){ref-type="table"}).

Thus, a final classification was possible for 228 samples (126 positive and 102 negative; [Table 5](#viruses-10-00379-t005){ref-type="table"}). Indirect immunofluorescence showed 86% agreement (95% CIs: 80.6--90.1%; 196/228), 96.8% sensitivity (95% CIs: 91.6--99.0%; 122/126), and 72.5% specificity (95% CIs: 62.7--80.7%; 74/102). ELISA, on the other hand, showed 81.1% agreement (95% CIs: 75.3--85.9%; 185/228), 65.9% sensitivity (95% CIs: 56.8--73.9%; 83/126), and 100% specificity (95% CIs: 95.5--100%; 102/102).

4. Discussion {#sec4-viruses-10-00379}
=============

The best definition of a clinical case of ZIKV in areas with concurrent circulation of other flaviviruses is the presence of a rash with pruritus or conjunctival hyperemia, in the absence of any other general clinical manifestations \[[@B2-viruses-10-00379]\]. However, there are difficulties in the differential diagnosis of individual cases with other arboviruses, especially DENV, due to the cross-reactions between the members of the flavivirus genus, and the chikungunya virus. Thus, the main problem in comparatively evaluating serological assays for ZIKV assays is the correct classification of cases. In the presented study, samples giving the same result with the compared methods were considered as true, as was the case in 153 samples (60.2%) of those analyzed, having obtained 101 discrepant results using IIF and ELISA. For the final classification of the discrepant results, the results of other infection markers (PCR-positive in urine and serum and/or IgG seroconversion and/or PRNT-positive for ZIKV, and IgM and/or IgG seroconversion and/or NS1 antigen detection for DENV) were taken into consideration when they were available. In this way, discrepant samples were finally classified as negative (28 samples; [Table 3](#viruses-10-00379-t003){ref-type="table"}) or positive (47 samples; [Table 4](#viruses-10-00379-t004){ref-type="table"}), while a definitive classification of the remaining 26 samples was not possible ([Table 5](#viruses-10-00379-t005){ref-type="table"}). After the final classification of the discrepancies, the NS1-based ELISA showed excellent specificity when applied to samples that were received by the laboratory for the diagnosis of ZIKV infection. The high specificity obtained was consistent with that previously reported for the ELISA assay evaluated here \[[@B6-viruses-10-00379],[@B7-viruses-10-00379],[@B8-viruses-10-00379],[@B9-viruses-10-00379]\], as well as for other tests based on the NS1 protein \[[@B9-viruses-10-00379],[@B10-viruses-10-00379]\]. It is of particular note that the specificity of ELISA is markedly higher than that of IIF ([Table 5](#viruses-10-00379-t005){ref-type="table"}).

The sensitivity, on the other hand, was lower using ELISA than with the IIF test. The figure obtained here for ELISA (65.9%) was better than those previously reported in the literature: 20.7% \[[@B10-viruses-10-00379]\]; 32% \[[@B9-viruses-10-00379]\]; 54% \[[@B8-viruses-10-00379]\], and 58.8% \[[@B7-viruses-10-00379]\]. The differences in sensitivity could be related to the different approaches used to establish the comparisons in the various reports. The lower sensitivity of ELISA in relation to IIF could be explained by the fact that only one protein (NS1) acted as an antigen in ELISA in contrast to the whole virus in IIF, or by the kinetics of the antibodies against NS1, which could be delayed in relation to the antibodies detected against the complete virus, as detected in the IIF assay. In order to assess this aspect, the dates of bleeding of the paired samples showing discrepant results, and those which were finally classified as positive (samples \#29 to \#40, [Table 3](#viruses-10-00379-t003){ref-type="table"}) were reviewed. Follow-up samples were taken between 12 days and 180 days after the first sample was taken, and in none of the six cases was the follow-up sample positive using ELISA. Therefore, it does not seem likely that the lower sensitivity of ELISA compared with that of IIF is related to a deferred response of the ZIKV IgG to the NS1 antigen.

The cross-reactivity between ZIKV and DENV, as well as that with other flaviviruses, as consistently reported \[[@B6-viruses-10-00379],[@B12-viruses-10-00379]\], is of particular note. This issue is of particular interest, since patients with prior dengue infections were reported to not develop an IgM response against ZIKV NS1 \[[@B15-viruses-10-00379]\]. Of the cases analyzed with a unique IIF-positive result for ZIKV IgM, 12 showed markers of recent DENV infection, either in samples that were classified as ZIKV-negative (\#1 to \#10, [Table 2](#viruses-10-00379-t002){ref-type="table"}) or that were unclassifiable (\#100 and \#101, [Table 4](#viruses-10-00379-t004){ref-type="table"}). All cases produced by DENV, included in [Table 2](#viruses-10-00379-t002){ref-type="table"}, were confirmed as false-positive in IIF, since they showed markers of DENV infection, by IgM (all cases) and, more importantly, by detection of the NS1 antigen of DENV (samples \#1, \#2, and \#4), in the absence of other markers of ZIKV infection. Also of interest are the IIF-positive results in the samples showing DENV IgM taken before the epidemic of the virus in the Americas (samples \#7 to \#10, [Table 2](#viruses-10-00379-t002){ref-type="table"}). Nevertheless, ZIKV and DENV double infections cannot be completely ruled out; this seems to be the case for samples \#100 and \#101 ([Table 4](#viruses-10-00379-t004){ref-type="table"}), which were considered as unclassifiable. Thus, the ELISA technique was confirmed as being more specific than IIF, and appeared not to be affected by the cross-reaction when analyzing cases of DENV infection, even in the presence of the DENV NS1 antigen. The specificity of the IIF and ELISA assays should be the subject of a broader study, including not only cases of DENV and ZIKV, but also, at least, cases of yellow fever.

In conclusion, the ELISA and IIF methods could both be adequate approaches for detecting ZIKV-specific IgM. However, considering their respective weaknesses (sensitivity in ELISA and specificity in IIF), serological results must be considered in the context of clinical and epidemiological data, and of other laboratory results.
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viruses-10-00379-t001_Table 1

###### 

Results of ELISA compared with indirect immunofluorescence (IIF).

                      Indirect Immunofluorescence                 
  ------------------- ----------------------------- ---- ---- --- ---
  **ELISA**           **Positive**                  61   2    4   0
  **Indeterminate**   14                            2    0    0   
  **Negative**        88                            9    74   1   

viruses-10-00379-t002_Table 2

###### 

Discrepant results finally classified as negative.

  Number           ZIKV IgM   Other Results \*   Final Classification                                           
  ---------------- ---------- ------------------ -------------------------------------------------------------- -------------------
  **\#1**          POS        NEG                Acute sample. DENV (NS1 Ag & IgM)                              Negative (dengue)
  **\#2**          IND        NEG                Acute sample. DENV (NS1 Ag & IgM). PRNT ind (9 dao)            Negative (dengue)
  **\#3**          POS        NEG                Follow-up sample. DENV (IgM). PRNT neg (45 dao)                Negative
  **\#4**          POS        NEG                Single sample. DENV (NS1 Ag & IgM). PRNT neg                   Negative (dengue)
  **\#5**          POS        NEG                Single sample. PCR neg (serum & urine), PRNT neg, DENV (IgM)   Negative (dengue)
  **\#6**          POS        NEG                Single sample. PCR neg (serum), PRNT neg, DENV (IgM)           Negative (dengue)
  **\#7--\#9**     IND        NEG                Single sample. DENV (IgM). Sample from 2012                    Negative (dengue)
  **\#10**         POS        NEG                Acute sample. DENV (IgM). Sample from 2012                     Negative (dengue)
  **\#11, \#12**   POS        NEG                Single sample. PCR neg (serum & urine), PRNT neg               Negative
  **\#13, \#14**   POS        NEG                Single sample. PCR neg (serum)                                 Negative
  **\#15**         POS        NEG                Single sample. PCR neg (urine)                                 Negative
  **\#16--\#28**   POS        NEG                Single sample. PRNT neg                                        Negative

\* dao: days after onset; PRNT: plaque reduction neutralization test; ind: indeterminate result; pos: positive; neg: negative; ZIKV: Zika virus; DENV: dengue virus; NS1 Ag: non-structural protein 1 antigen; IgM: immunoglobulin M.

viruses-10-00379-t003_Table 3

###### 

Discrepant results finally classified as positive.

  Number           ZIKV IgM   Other Results \*   Final Classification                                                                 
  ---------------- ---------- ------------------ ------------------------------------------------------------------------------------ ----------
  **\#29**         POS        NEG                Acute sample. PCR pos (serum) (1 dao)                                                Positive
  **\#30**         POS        NEG                Follow-up sample (180 dao)                                                           Positive
  **\#31**         IND        NEG                Acute sample. PCR pos (urine) (n dao)                                                Positive
  **\#32**         POS        NEG                Follow-up sample. PRNT pos (n+18 dao)                                                Positive
  **\#33**         POS        NEG                Acute sample. PCR pos (urine) (n dao)                                                Positive
  **\#34**         IND        NEG                Follow-up sample. PRNT pos (n+25 dao)                                                Positive
  **\#35**         IND        NEG                Acute sample. PCR pos (urine) (7 dao)                                                Positive
  **\#36**         POS        NEG                Follow-up sample. PRNT ind (33 dao)                                                  Positive
  **\#37**         POS        NEG                Acute sample. PRNT pos (n dao)                                                       Positive
  **\#38**         POS        NEG                Follow-up sample. PRNT pos (n+12 dao)                                                Positive
  **\#39**         POS        NEG                Acute sample. PRNT pos (50 dao)                                                      Positive
  **\#40**         IND        NEG                Follow-up sample. PRNT pos (78 dao)                                                  Positive
  **\#41**         POS        NEG                Acute sample. IgG SC (IIF & ELISA)                                                   Positive
  **\#42**         POS        NEG                Convalescent sample. PRNT pos. PCR pos (urine)                                       Positive
  **\#43**         POS        NEG                Convalescent sample. PCR neg (serum). Acute sample: IgM pos (IIF & ELISA)            Positive
  **\#44**         IND        NEG                Convalescent sample. Acute sample: IgM ind (ELISA)                                   Positive
  **\#45**         POS        NEG                Convalescent sample. Acute sample: IgM ind (IIF); pos (ELISA)                        Positive
  **\#46**         POS        NEG                Convalescent sample. IgM SC (IIF). PRNT pos. Acute sample: PCR pos (serum & urine)   Positive
  **\#47, \#48**   POS        NEG                Convalescent sample. IgG SC (ELISA)                                                  Positive
  **\#49**         IND        NEG                Acute sample. PCR pos (urine)                                                        Positive
  **\#50**         POS        NEG                Single sample. PCR pos (urine & serum)                                               Positive
  **\#51**         POS        NEG                Single sample. PCR pos (serum). PRNT pos                                             Positive
  **\#52--\#54**   POS        NEG                Single sample. PCR pos (serum)                                                       Positive
  **\#55**         POS        NEG                Single sample. PCR pos (urine). PRNT pos                                             Positive
  **\#56--\#59**   POS        NEG                Single sample. PCR pos (urine)                                                       Positive
  **\#60--\#71**   POS        NEG                Single sample. PRNT pos                                                              Positive
  **\#72**         NEG        POS                Convalescent sample. IgG SC (IIF & ELISA). PCR pos (urine)                           Positive
  **\#73**         NEG        POS                Convalescent sample. Acute sample: IgM ind (IIF); pos (ELISA)                        Positive
  **\#74, \#75**   NEG        POS                Single sample. PCR pos (urine)                                                       Positive

\* SC: seroconversion.

viruses-10-00379-t004_Table 4

###### 

Unclassifiable discrepant results.

  Number           ZIKV IgM   Other Results   Final Classification                                                   
  ---------------- ---------- --------------- ---------------------------------------------------------------------- ----------------
  **\#76**         POS        NEG             Acute sample. PRNT ind                                                 Unclassifiable
  **\#77**         POS        NEG             Follow-up sample. PRNT ind                                             Unclassifiable
  **\#78**         POS        NEG             Single sample. PCR neg (serum& urine), PRNT ind                        Unclassifiable
  **\#79**         POS        NEG             Single sample. PRNT ind. PCR neg (serum)                               Unclassifiable
  **\#80--\#91**   POS        NEG             Single sample. PRNT ind                                                Unclassifiable
  **\#92--\#99**   POS        NEG             Single sample. No more results                                         Unclassifiable
  **\#100**        POS        NEG             Single sample. PCR neg (serum), PRNT pos. DENV (IgM pos, NS1 Ag neg)   Unclassifiable
  **\#101**        POS        NEG             Single sample. PRNT ind. DENV (IgM pos)                                Unclassifiable

viruses-10-00379-t005_Table 5

###### 

Performance characteristics of IIF and ELISA after the final classification of samples.

                                    Final Classification         
  --------------------------------- ---------------------- ----- ----
  **Indirect Immunofluorescence**   Positive               122   28
  Negative                          4                      74    
  **ELISA**                         Positive               83    0
  Negative                          43                     102   

[^1]: Working Group for the Study of Zika Virus Infections (WGSZVI): Elena Sáez, BR Salud, Hospital Infanta Sofía, San Sebastián de los Reyes; Mercedes Rodríguez Pérez, Hospital Universitario Central de Asturias; Carlos Gustavo Cilla, Hospital de Donostia; José Cobos Dorado, Megalab, Madrid; Jorge Cabrera, Hospital do Meixoeiro, Vigo; Marta Domínguez Gil-González, Hospital Universitario Del Río Hortega, Valladolid; Juan Carlos Galán, Hospital Ramón y Cajal, Madrid; María Nieves Gutiérrez Zufiaurre, Hospital Clínico, Salamanca; María José Goyanes, Hospital General Universitario Gregorio Marañón, Madrid; Carolina Campelo, Fundación Hospital Alcorcón; Mirian Blasco Alberdi, Hospital San Pedro, Logroño; Bartolomé Carrilero Fernández, Hospital Universitario Virgen de la Arrixaca, Murcia; Rodolfo Copado Carretero, Hospital General de Lanzarote; María Teresa Durán Valle, Hospital de Móstoles; Ricardo Fernández Roblas, Fundación Jiménez Díaz, Madrid; Isabel García Bermejo, Hospital de Getafe; José Ignacio García Cía, Unilabs, Madrid; Araceli Hernández Betancor, Hospital Universitario Insular de Gran Canaria, Las Palmas; Isabel Cristina López Mestanza, Hospital Santa Bárbara, Soria; Lourdes Roc Alfaro, Hospital Universitario Miguel Servet, Zaragoza; Giovani Fedele; Centro Nacional de Microbiología; Luis Antonio Arroyo Pedrero, Hospital Rafael Méndez, Lorca; Rafael Benito Ruesca, Hospital Clínico Universitario Lozano Blesa, Zaragoza; Buenaventura Buendía, Hospital de la Princesa, Madrid; Alejandro González Praetorius, Hospital Universitario de Guadalajara; Miriam Hernández Porto, Hospital Universitario de Canarias, La Laguna; Adoración Hurtado Hernández, Hospital Can Misses, Ibiza; Marta Lalana Garcés, Hospital de Barbastro; Ana Isabel López López, Labco General Lab, Pozuelo de Alarcón; Paloma Martín Cordero, Hospital Infanta Cristina, Badajoz; Rosario Millán Pérez, Hospital Puerta de Hierro, Majadahonda; Laura Molina Esteban, Hospital de Fuenlabrada; Francisco Javier Ramos Germán, Hospital Obispo Polanco, Teruel; Montserrat Ruiz García, Hospital General Universitario de Elche; Pino del Carmen Suárez, Hospital General de Fuerteventura; César Gómez Hernando, Hospital Virgen de la Salud, Toledo; Mariano Andreu López, Hospital General Universitario, Alicante; Noelia Arenal Andrés, Hospital Santos Reyes, Aranda de Duero; Francisco José Arjona Zaragozi, Hospital de la Marina Baixa, Villajoyosa; Elvira Baos Muñoz, Hospital Clínico San Carlos, Madrid; Xavier Casal Martínez, Hospital Nostra Senyora de Meritxell, Andorra; Amparo Coira Nieto, Complejo Hospitalario Xeral-Calde, Lugo; David Navalpotro, Consorcio Hospital General Universitario, Valencia; Alfredo Esteban Martín, Hospital de León; Mónica Gozalo Margüello, Hospital Universitario Marqués de Valdecilla, Santander; Susana Hernando Real, Hospital General de Segovia; María Jesús Lezaun Bugui, Hospital Galdakao-Usansolo; Elisa Martínez Alfaro y Juan Carlos Segura Luque, Complejo Hospitalario Universitario de Albacete; María Mateo Maestre, Hospital Central de la Defensa, Madrid; Ana MíguezSantiyán, Centro de Salud Pública de Valencia; Alfredo Pérez Rivilla, Hospital 12 de Octubre, Madrid; Mercedes Pérez Ruiz, Hospital Universitario Virgen de las Nieves; Isabel Polo Vigas, Complejo Hospitalario de Navarra; Carmen Raya Fernández, Hospital El Bierzo, Ponferrada; Rafael Sánchez Arroyo, Hospital Nuestra Señora de Sonsoles; María Reyes Sánchez Flórez, Complejo Hospitalario Universitario Nuestra Señora de Candelaria, Santa Cruz de Tenerife; Matilde Trigo Daporta, Complejo Hospitalario de Pontevedra; Emilio David Valverde Romero, Hospital de León; Silvia Rojo Rello, Hospital Clínico Universitario, Valladolid; María José Rodríguez Escudero, Hospital General Virgen de la Luz, Cuenca; Francisco Salva, Hospital Universitario Son Espases, Palma de Mallorca; Juan Carlos Sanz, Laboratorio de Salud Pública, Comunidad de Madrid, and Teodora Minguito, Francisca Molero, Jesús María de la Fuente, Laura Herrera, Pilar Balfagón, María Lourdes Hernández, María Ángeles Murillo and María Concepción Perea, Centro Nacional de Microbiología.
